Phosphatase activity was found to be applicable as a criterion for the differentiation of Mycoplasma salivarium and Mycoplasma orale, predominant constituents of oral mycoplasmal flora. Therefore, a simple procedure for the phosphatase activity assay was established as a screening test for the differentiation of oral mycoplasmas.
Mycoplasmas are normally identified by some serological techniques. Some tests designed to detect biological activities are also available for this purpose but in most cases are of little value for identification at the species level.
Mycoplasmas isolated from human oral cavities are identified exclusively as either Mycoplasma salivarium or M. orale or both, and the occurrence of the other Mycoplasma species is extremely rare (3, 5, 9) . Therefore, the discovery of some biological activities which can be detected easily by simple techniques and which can serve as criteria for the differentiation of these two species will surely facilitate studies on oral mycoplasmas. In this study, phosphatase (PA) activity was found to be applicable as a criterion for the differentiation of these two species, and a simple procedure for detecting PA activity was established. The mycoplasma strains used were those listed in Table 1 and 30 oral isolates; 15 strains were identified as M. salivarium (S-isolates), and the others were identified as M. orale (0-isolates) with the metabolism inhibition test (7) .
Strains of M. pneumoniae and M. fermentans were grown in the liquid medium of Hayflick (2) supplemented with 1% (wt/vol) glucose, and the other strains were grown in the liquid medium of Hayflick supplemented with 1% (wt/vol) arginine hydrochloride (A medium Table 2 ). The pH most favorable for the PA activity assay seemed to be 6.0 (Table 2) , although the level of the activity in S-isolates varied notably from one strain to another. This variation was presumed to be attributable to the nonuniformity of growth phase of cultures from which cells of each tested isolate were harvested. This presumption was verified as follows. The PA activity was very weak throughout the lag and logarithmic phases but tended to increase almost parallel to incubation time after the end of the logarithmic phase (Fig. 1) . Thus, as presumed, it was suggested that some isolates had shown weak PA activity, because cells harvested at the logarithmic phase had been examined for PA activity.
As S-isolates were demonstrated to be differentiated from 0-isolates by the difference in the level of PA activity, some preliminary experiments were carried out to establish a simple PA activity assay useful for the differentiation of M. salivarium from M. orale. As a result, approximately 100 ,ug of cell proteins were yielded by centrifugation of 1.0 ml of M. salivarium cultures showing the maximum growth at 1,800 x portions of stock cultures were inoculat 2.0 ml of A medium, S-isolates exhibited the highest i PA activity at 96 h of incubation and tended to lo activity on prolonged incubation, whereas there v change in 0-isolates throughout the incubation. On th of these findings, a simple assay procedure was devis used as follows.
(i) A 0.2-nil amount of stock culture was inoculat4 2.0 ml of A medium and incubated at 37°C. When the a color change in the medium from yellow to red, normally occurs within 24 h, 0.2 ml of the cultui inoculated into 2.0 ml of phenol red-deleted A rr contained in each of several 3.0-ml screw-cap vials. vials were incubated for 96 h and centrifuged at 1,800 30 min. Supernatants were discarded. (iii) Into each in S-isolates and 0.29 + 0.02 in 0-isolates. Thus, the difference between the two groups in the intensity of a color change was so great that it could be discerned very easily with the naked eye (Fig. 2) 
